Supplemental Figure S1 -S4 Supplemental Reference 2 SUPPLEMENTAL EXPERIMENTAL PROCEDURES Genotyping. Murine genomic DNA was obtained by overnight digestion of tail snips at 56°C in 50 mM Tris HCl (pH=8), 12.5 mM EDTA, 0.5% SDS and 0.03 U/μl Proteinase K (Thermo Scientific). After extraction with one volume of a solution 24:1 chloroform: isoamyl alcohol (Sigma Aldrich) and separation by centrifugation, the aqueous phase was recovered and RNA was digested for 30 min at 37ºC with RNase A/T1 mix (Thermo Scientific) at a final concentration of 80 μg/ml RNAse A and 0.2 U/ml RNase T1. DNA was then precipitated at 22ºC by adding 1/10 of volume of NaAc 3 M, 1 volume of isopropanol and 40 μg glycogen (Thermo Scientific). Precipitated DNA pellets were washed twice with EtOH 70%, air dried and suspended in TE buffer. Forty ng of each genomic DNA was used for PCR with the following cycling conditions: 30 sec at 95°C, 30 sec at 68°C, 90 sec at 72°C, for 35 cycles. Primer sequences were: Trap-1 WT FOR -GCTGGCTGGAGTTCGGCGAG, Trap-1WT REV -ATGCGAAACATAAATGTAATGAATGCCAGAA, Trap-1 LacZ -CAAGGC
Generation of
containing puromycin (2 g/ml) for 2 weeks with changes of selection media every 2 d. After puromycin selection, single colonies were picked, separately expanded in 96-well plates and analyzed for TRAP-1 expression and function. In some experiments, PC3 cells were transfected with control non-targeted siRNA or four independent TRAP-1-directed siRNAs as described (Caino et al., 2013) , and extracts were analyzed by Western blotting after 6 d.
Mitochodrial fractionation.
Mitochondria from the various cell types were obtained by Dounce homogenization followed by differential centrifugation using the Mitochondria Isolation kit for Cultured Cells (Thermo Scientific, cat. no. 89874) according to the manufacturers' instructions, and as described previously (Chae et al., 2013) . Samples were stored at - 80° C until use.
Mitochondrial oxidative phosphorylation activity assays. Mitochondrial respiration was determined as described previously (Chae et al., 2013 ) from lysed isolated mitochondria using Abcam reagents (Cat. no. ab109721, ab109908, ab109905 and ab109911) according to the manufacturer's instructions. Briefly, mitochondrial pellets were solubilized with the provided detergent and lysates were quantified using a Bradford protein assay. Two µg of each mitochondrial preparation were assayed with a Citrate Synthase assay kit (ScienCell), according to the manufacturers' instructions. Aliquots of mitochondrial lysates with comparable citrate 4 synthase activity were then applied to mitochondrial complex-specific microplates for immunocapture. After washes, aliquots of the specified Assay Solution were added to each well and individual reactions were monitored continuously in a microplate reader for either an increase in absorbance at 450 nm (Complex I) ATP production assays. For ATP production (eEnzyme, cat. No. CA-A115), the various cell types (5x10 3 ) were seeded in triplicates onto 96-well white plates in 100 µl of complete DMEM without phenol red (Gibco, cat. no. 11054-020) in the presence of 4 mM glutamine.
Samples were assayed the following day, and ATP production was normalized per cell number.
RT-qPCR and qPCR assays. Total RNA from the various conditions (1 µg) was reverse-transcribed using a Maxima First Strand cDNA Synthesis Kit (Thermo Scientific, cat. were seeded in triplicates in 6-well plates and analyzed for cell proliferation by direct cell counting in a hemocytometer at 1, 3, 5 and 7 d. Alternatively, the various cell types were incubated with different concentrations of glucose (0.078-5 mM) or the non-hydrolyzable glucose analog, 2-deoxyglucose (2-DG) (0-10 mM) and analyzed for cell viability using a Resazurin assay. In some experiments, WT or TRAP-1 -/-MEFs were harvested and fixed in 70% cold ethanol for 24 h. After washes in PBS, DNA was stained with propidium iodide (25 µg/ml) in the presence of 2.5 U RNase A for 4 h, and 10000 events were acquired on a FACSCalibur instrument (Becton Dickinson).
Histology. Figure S1 . Characterization of TRAP-1 -/-mice. 
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